METHODS

Materials.
All proteins were of bovine origin. TM,'6 protein C,#{176}
'y-carboxyglutamic acid (Gla)-domainless protein C,'7 protein S,8 thrombin,'8 and antithrombin III'S were purified by previously published methods. The protein S activity was measured on the day of use as described.20 Protein C was activated by incubating purified protein C (1.3 mg/mL) in Qol mol/L NaCI, 50 mmol/L Tris-HCI, and I mmol/L EDTA, pH 7.5, with thrombin (5%, wt/wt) for three hours at 37#{176}C. The APC was separated from residual thrombin by chromatography on a 5 x 50-mm Mono Q column (Pharmacia, Inc, Piscataway, NJ). Thrombin does not bind to this column, and the APC was eluted with a linear (0 to 0.5 mol/L NaC1) gradient.
The
APC was tested for activity on the day of use in both anticoagulant#{176} and amidolytic assays (described later Laboratories, Bar Harbor, ME) were immunized intraperitoneally two times with 100 ig bovine TM (2 weeks between injections).
After 1 month, they were then injected with 50 zg TM, and fusion of spleen cells with myeloma cell line P3-X-63-Ag8-653 was performed three days later by standard procedures using polyethylene glycol 1500. After appropriate selection, culture supernatants were tested for binding activity toward bovine TM by enzyme-linked immunosorbent assay. Positive clones were resubcloned two times by limit dilution.
For production of ascites fluid, -5 x 106 hybridoma cells were injected per BALB/c mouse 2 weeks after pristane treatment.
The hybridoma used in these studies, B185, was chosen for its high avidity toward bovine TM.
Radiolabelingofproteins. Bovine
TM and B185 were iodinated by using Enzymobeads ( (Fig 2A and  B) at the same rate as the surface activity (Fig  3) . In addition, the decrease in the ability to activate In contrast, chloroquine did not reverse the effect of TNF on surface-expressed TM (Fig 4, solid bars) . Thus, although TNF-induced degradation of TM was blocked, internalization was not. 
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